In the merged images the blue signal is shown overlapped with the red and green fluorescence. Mock-infected cells were treated in the same conditions except that they lacked HSV-1 infection. Each condition was tested at least three times, always including mock-infected and infected cells as reference. Scale bar: 100 μm. For quantification, the intensity of fluorescence at 20X calculated by the instrument was normalized for the total number of G4-positive cell nuclei and then mock-infected cells. Cells were counted using ImageJ software; at least three pictures per condition (200-500 cells/picture) were considered.
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Mock Supplementary Figure 9 . Immuno-EM of HSV-1 infected cells, fixed at 15 h.p.i. and incubated with anti-G4 Ab (1H6) and/or 3-83 anti-ICP8 serum. Primary 1H6 and anti-ICP8 Abs were detected with 5-nm and 10-nm gold particles, respectively. To improve image clarity, gold particles were highlighted by red dots (indicating G4s) and green dots (indicating ICP8) in a-f. The original images are provided in the corresponding panels a'-f'. The images show the presence of G4s in HSV-1 virions both in the nucleus and right after nuclear egress. The number of G4s in virions appears higher in virions close to or just outside the nuclear membrane. Panels d-f were treated with anti-G4 Ab only. n indicates the nucleoplasm, cyt the cytoplasm, RER the rough endoplasmic reticulum and NM the nuclear membrane. Bars length is indicated in each panel.
